Supplementary

Supplementary Figure 2. Endothelial STING expression correlates with intratumoral CD8 + T-cell infiltration and therapeutic efficacies of STING agonist in various mouse
tumor models.
CT26 colon or LLC lung tumor cells were implanted subcutaneously into mice and their tumor growth was monitored. In a spontaneous MMTV-PyMT breast cancer, tumor growth was measured starting from 9 weeks after birth. All tumors were analyzed for STING and CD8 expression. field. NG2 + pericyte or collagen type IV + basement membrane coverage was calculated as the percentage of corresponding fluorescent positive length along the CD31 + vessels in a random 0.49-mm 2 field. Hypoxic area was quantified as the percentage of Hypoxyprobe + or GLUT1 + area per random 0.49-mm 2 field as previously described (1) . The degree of infiltration of M1or M2-like macrophages was determined as the percentage of NOS2 + or CD206 + area per random 0.49-mm 2 field, respectively. In the MMTV-PyMT mice, lung metastasis was quantified by counting the number of tumor colonies per lung section. All the analyses were performed on at least five fields per mouse.
RNA isolation and NanoString gene expression analysis. For NanoString gene expression
analysis, we extracted total RNA from the whole tumor tissues using TRIzol (Invitrogen). The RNA quality was verified using a Fragment Analyzer (Advanced Analytical Technologies, IA, USA). We used 100 ng RNA for immune profiling with a digital multiplexed NanoString nCounter PanCancer Immune Profiling mouse panel (NanoString Technologies). Each 5-μl RNA sample was hybridized with 8 μl nCounter Reporter probe in hybridization buffer, and 2 μl nCounter Capture probes at 65°C for 16-30 h. Excess probes were removed through a twostep magnetic bead-based purification procedure using the nCounter Prep Station (NanoString Technologies). Specific target molecule abundance was quantified using the nCounter Digital Analyzer to count individual fluorescent barcodes, whereby the corresponding target molecules were assessed. Each assay involved a high-density scan encompassing 280 visual fields.
Images of the immobilized fluorescent reporters in the sample cartridge were acquired using a CCD camera, and then data were collected using the nCounter Digital Analyzer. Data analysis was performed using nSolver software (NanoString Technologies). The mRNA profiling data were normalized against housekeeping genes and analyzed using R software (www.rproject.org). The Gene Expression Omnibus accession number for the Nanostring is GSE134129.
Generation of chimeric mice. The chimeric mice were generated by irradiating 10-12-weekold wild-type or STING gt/gt C57BL/6 mice with a dose of 10 Gy. Within 24 h, the irradiated mice were reconstituted with 1 × 10 7 non-irradiated bone marrow cells from either wild-type or STING gt/gt C57BL/6 mice via tail vein injection and left to rest for ≥ 6 weeks. All the chimeric mice had been given drinking water containing 2 mg/ml neomycin sulfate at least 1
week before irradiation, which was switched to plain water at least 2 weeks before tumor implantation.
